We formulated a chemically defined medium consisting of 14 inorganic salts, 23 amino acids, 23 vitamins and other factors, seven purines and pyrimidines, and glucose which would successfully support the growth of a wide variety of oral microorganisms. Of 204 oral isolates representing 20 genera and 60 species, 197 maintained viability through six serial transfers.
( Table 2 ). Fresh isolates were identified as described by Tanner et al. (5) and Dzink et al. (3, 4) . All cultures were maintained by weekly transfer on Trypticase soy agar supplemented with 5% sheep blood (BBL Microbiology Systems, Cockeysville, Md.) in an anaerobic atmosphere of 80% N2-10%CO2-10%H2 at 35°C. Pure cultures were transferred from the blood agar plates and placed into 2 ml of Mycoplasma broth (BBL) supplemented with 5 ,ug of hemin per ml and 0.1% glucose. After 24 h of anaerobic growth, 0.05 ml of each culture was inoculated into the wells of microtiter plates containing 0.1 ml of the chemically defined medium. The microtiter plates were anaerobically incubated at 35°C for 48 h. Growth in each well (1.5 ,uI) was then serially transferred every 48 h for five additional passages in the defined medium by using a MIC 2000 inoculator. At each passage, growth was determined by measuring the optical density at 580 nm with an Artek Vertical Beam reader (Artek Systems Corp., Farmington, N.Y.). After the last transfer, 1.5 ,ul of each culture was replicated onto the surface of a blood agar plate by using the MIC 2000 inoculator and incubated anaerobically for 48 h at 35°C. The blood plate was used to check the viability and purity of each culture. Table 2 summarizes microbial growth in the chemically defined medium. Since reference cultures and fresh isolates of the same species gave similar levels of growth, their results were combined. Of 204 total strains, 7 (4%) failed to grow on the blood agar plate after the serial transfers. These included two strains of Wolinella recta, three strains of Streptococcus intermedius, and one strain each of Fusobacterium nucleatum and Veillonella parvula. Most micro- organisms exhibited at least moderate growth through the six serial transfers and retained their viability, in spite of the purposefully small inoculum-to-medium ratio. The smallinoculum was used to minimize the carryover of nutrients from the initial Mycoplasma broth. The dilution factor through six serial transfers approximated 10-10. The medium has certain deficiencies for routine use. It must be freshly made and used immediately after preparation because it precipitates when stored in the cold or when frozen. The medium also cannot be autoclaved but must be sterilized by filtration. The medium supported the growth of strains of a wide variety of microorganisms tested in this investigation. Caution must be employed in extrapolating these results to species where limited numbers of strains were tested. The medium, on the other hand, can be readily altered to fit the needs of specific species or the investigation. Finally, the medium has been used successfully to grow cultures in multiliter amounts. For example, strains of Streptococcus mutans provided cell yields of 3 to 4 g (wet weight) per liter in this medium when higher levels of glucose were provided. LITERATURE CITED
